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DECLAR ATEQN UNDER 37 QFJR ^ M 32 



Cotmnisaione^ for l^atents 

RO. Bo;?? 1450 

Alexandria, VA 22313-1450 



Dear Sir: 

■f 

1. This Declaration is boii^ subnritteij Xo demonstrate that fluorescent based tecJuriquiss are 
not compatible with conventional CDs or DVDs 

2. I am an inyentor <m the above-ideatified patent application and am fkmiUar with the 
$pecificatioa and prosecutioki history* 

3. I have esttensivcr ecxperienca in the field of the claimed invention as indicated in the 
attached Cmriculimi Vitae provided herewith as lixhibit A. ' 

4. The method of detection of the claimed inventioa is based upon the reading of a sigmil 
resultiDg from the binding from the target ^nd the captmp mc>Ieciiles that foxms a precipitate on 
the CD or DVD surfece^ preferably an opaque or magnetic precipitate. Conventional CDs or 
DVDs are made of a polycarbonate whdch is not adeqiiate for a detection by fluorescent labels due 
to very high levds of auto-fluorescence. To demonstrate the high levels of autofluorescence 



-1- 



PAGE 3IS * RCVD AT 115/2005 6:32:37 PM [Eastern Standard Time] ' SVR:USPT0€FXRF-1I2 ' DNIS:8729306 ' CSID:8055475590 ' DURATION (mm-ss}:01-24 



JAN. 5.2035 3:5^M KMOB SAN LUIS OBISPO 



NO. 175 P. 4/5 



09/5»2,S17 
November 8, 2000 



vdtb discs made qf pdycarbonatess we COTiductpd experiments in which the levefe of 
autofluorosceoce of polycaibonate discs and gla^ss were compared 

The ©q)eriment5 were performed as follows, Diaglass sHdes (2.5 x 7.5 nrni) with aldehyde 
groups (EAT. Namur, Belgmti) and a CD recordable (ISP, Tirlemont, Belgium, lot 2K0210) 
were used as substrates. The CD was cut at the sanie diaieiisioa as the glass slide to allow the 
reading in a laser scanner- The CD is imde of polycarbonate base covered by a protective layer 
(ftciylate)- 

The two substrates (glass and CD) were scanned in a laser coufocal scanner "ScanAiray" 
(Packard, USA) at a resolution of 10 \im with PMT sain 70% and laser power 100%. The slides 
were first scanned with an excitation wavelength of 543 nm (Cyanin 3 channel) and then at 633 
nm (Cyanin 5 channe)). After image acquisition, the scanned 16'bit images were imported to the 
software, 'InjaGcno40' (BioDiscovety. Los Atigeles, CA, USA), which was used to quantify the 
emitted fluorescence. The fluorescent signals were quantified m two different aitas of the 
substrate. The quantification of one area was rnade in the software, *InjaGeiie4,0* usinB a grid of 
5 x; 30. The average value of the 150 oells within the grid was reported in the table of the result 
and coiTCsponds to the signal mean for one substrate in one area and for one exdtation 
wavelength. The proctes was repeated in a second aresL, fer the two substrates and for the two 
excitation wavelengths. Finally, the mean vahie of the two area5S was calculated &r each 
substrate. 

The resuhs as* shown in Table I. 
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228.99 


32844,22 


CyanineS 


area 1 


468.27 


459^^ 


9122.06 


8799,19 




area 2 


451.65 


8476.32 



-2- 



PAGE4/5 * RCVD AT 1/512005 6:32:37PM [Eastern Standard Timep SVR:USPT0€FXIff-1l2» DNIS:872930_6* CSID:_805547559(I|OURATO _ 



JAN. 5,2005 3:51PM KMOB SAN LUIS OBISPO 



NO. 175 P. 5/5 



Appl. No* 
FQed 



09/582,817 
November 2000 



1 

In This (Wqjeriroent the fbiorcscm badcgroimd is so high for the CO (especially fcr Cy3) 
as coxtparcd to glass that spots TosMng frcm the binding between capture and taigct tnolecules 
would not be distingushable from the bacl^unA 

6. I declare that aJI statements made herein of tny own knowledge are true and that all 
statements made on information and belief are bejieved to be true; and fattb^ that these 
statements were made with the knowledge that wiUfol, fejse statements and the like so made are 
pumsbable by fine or imprisonment, or both, under Section 1001 of Tftle 18 of the United States 
Code and th^t such wiDfiil feJse statements may jeopardize the validity of the application or patent 
issuing thfirefifom 



Dated: 
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